. At high expression level, ssPEX3-GFP co-localized with ER and peroxisome markers but not with a mitochondrial marker. Representative confocal fluorescence microscopy images of high ssPEX3-GFP expressing living cell. HeLa cells stably expressing RFP-SKL were co-transfected with pssPEX3-GFP and pmCerulean-cb5(TM) (an ER marker). On the day after transfection, the cells were exposed to 50 μM of MitoTracker Deep Red (MTDR: a mitochondria marker) 20 mins before imaging. Shown is each marker in pseudo colours: ER (red), ssPEX3-GFP (green), Mitochondria (cyan) and peroxisomes (white), and merge of all four panels on the left. Dashed square indicates the magnified region shown on the corresponding bottom panels. Arrows indicate peroxisomes. Scale bar is 10μm.
Fig. S2. (A,B)
The apparent import rate of UB-RFP-SKL is independent of GFP-fused PMPs. (A) HeLa cells co-transfected with UB-RFP-SKL/PEX3-GFP or UB-RFP-SKL/PEX16-GFP were imaged and analyzed in parallel as described in Fig. 4 . The averages of the apparent peroxisomal import rates are plotted versus the corresponding GFP and RFP signals. (B) Same as in (A) but cells were co-transfected with the plasmids encoding for UB-RFP-SKL/ssPEX3-GFP or UB-RFP-SKL/PMP34-GFP. For each pair of PMPs (A or B) images were obtained in parallel in a single time-lapse experiment to ensure same microscope settings so that their apparent import rates can be readily compared. The GFP and RFP signals in peroxisomes were calculated and the apparent import rates were determined. In all cases, the GFP-fused proteins do not change the apparent import rate of UB-RFP-SKL. The error bars are the apparent import rate standard error of the mean. (C, D) Apparent import rate of GFP-fused protein into peroxisomes is independent of the protein expression level. Time-lapse experiment of HeLa cells co-expressing ssPEX3-GFP (C) or PEX3-GFP (D) together with UB-RFP-SKL. GFP and RFP fluorescent signals were determined in peroxisomal and non-peroxisomal (cytoplasm-ER) space for each cell (see Materials and methods). The apparent import rate (not normalized against RFP/GFP ratio from GFP-RFP-SKL) for each cell is plotted versus corresponding cytosol and ER signals (cyto-ER). All represented cells were from the same experiment performed on the same day in order to minimize signal variations. Each point on the graphs represents one cell. 
